Abstract
(paraesthesias, temperature reversal, and cardiac arrhyth- 
Materials and methods

39
Compound synthesis and solution preparation. Gambierol was synthe-40 sized as described previously [6] [7] [8] , dissolved in DMSO, and diluted in 41 ND96. Brevetoxin (PbTx-3 from Latoxan) is dissolved in ND96. Linoleoyl 42 ethanolamide (NAE 18:2 from Cayman Chemical) was diluted in ND96 43 solution. The total DMSO concentration was maximum 0.5%. 44 RNA preparation and electrophysiological recordings. cRNA tran-45 scripts were synthesized from XbaI-linearized VR1 cDNA templates 46 using T7 RNA polymerase (Ambion). Oocytes, harvested from anaes-47 thetized female Xenopus laevis frogs as previously described [9] , were 48 injected with 0.5-5 ng TRPV1 cRNA. Two to seven days after injec-49 tion, two-electrode voltage-clamp recording was performed. Currents 50 were measured in ND96 solution using a protocol of À90 mV during 51 400 s. Current-voltage (I-V) curves were obtained using a series of 52 400 ms step pulses from À90 to +90 mV. The recording chamber was 53 perfused at a rate of 2 mL min À1 with a ND-96 solution containing (in 54 mM) 96 NaCl, 2 KCl, 1.8 CaCl 2 , 1 MgCl 2 , and 5 HEPES, pH 7.4. 55 Temperature of the perfusate was kept at 22°C and controlled using a 56 SC-20 dual in-line heater/cooler (Warner Instruments) and pH was kept 57 at 7.4 unless otherwise described. As previously described [10] , capsaicin 58 (2 lM) was used as an agonist and capsazepine (10 lM) as an antag-59 onist of TRPV1. Capsaicin and capsazepine were purchased from 60 Sigma, and anandamide from Tocris. To obtain EC 50 values, the toxin-61 induced total current was normalized to the capsaicin current (=100%), 
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62 plotted against the concentration of toxin used, and a fit with the Hill 63 equation yielded the EC 50 .
64
Results
65
Administration of 10 lM gambierol (Fig. 1A) showed 66 no visible effect on TRPV1 channels ( Fig. 2A) . In contrast, The polycyclic ether toxin involved in NPS is brevetoxin 80 (Fig. 1B) . In order to see whether the described effects are a 81 hallmark for this group of toxins, brevetoxin (PbTx-3 from 82 Latoxan) was also tested on TRPV1. Fig. 3A shows there is 83 no effect of brevetoxin (2 lM) alone on TRPV1, although 84 an allosteric effect, with an EC 50 of 352 nM, was visible 85 when capsaicin (2 lM) was added together with brevetoxin 86 ( Fig. 3B and D) . Fig. 3C shows the I-V curve. (cnidaria) ingestion [15] . Further, recent and ongoing stud- 
